The method will be monitored for a period of approximately 2 years, allowing an opportunity for use of the method in laboratories and generation of additional information. The ERP will monitor the method's performance, and if it is found to be suitable, will recommend the method to the Offi cial Methods Board for Final Action (1). (b) Add 40 mL reagent alcohol with 2% pyrogallic acid, 0.6 mL 100 IU/mL isotope D 3 internal standard, and 20 mL KOH (50%).
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(c) Set for overnight saponifi cation at 25°C with magnetic stirring after removing air with nitrogen fl ow.
(d) Transfer to a separatory funnel and extract with 30 mL hexane containing 12.5 mg/L BHT. Shake for approximately 1 min. Allow phase separation of two layers to occur and drain off lower layer. Add approximately 20 mL washing solvent (85% water/15% KOH) to the separatory funnel and shake for approximately 5 s. Allow phase separation of two layers to occur and drain off lower layer. Dry down approximately 10 mL extract for reconstitution in 1 mL acetonitrile-water (70 + 30, v/v) with 5 min sonication.
(e) Filter sample solution through a 0.45 μm PTFE membrane before injection.
(c) Instrument parameters (see Table 2011 .11D).-Mobile phases A and B were methanol-water (20 + 80, v/v/v) and methanol (100%), respectively, with both mobile phases including 0.1% formic acid. Other parameters include mobile phase fl ow rate, 0.25 to 0.50 mL/min; column temperature, 29°C; sample injection volume, 5 μL; collision energy, 21 V; ion gas pressure, 50 psi; ionization temperature, 320°C.
F. Calculations
The vitamin D 3 standard linear curve with a 1/x weighting is calculated using the total area of the vitamin D 3 and the previtamin D 3 (if present) with the total area of the isotope vitamin D 3 and the isotope previtamin D 3 as the internal standard.
The sample vitamin D 3 concentration is calculated from the above curve using the sample total area of the isotope vitamin D 3 and the isotope previtamin D 3 as the sample internal standard. The sample previtamin D 3 concentration is calculated from the same curve and the same total area of the isotope vitamin D 3 and the isotope previtamin D 3 as the sample internal standard. 
Results and Discussion
The method was found suitable for the routine measurement of vitamin D in infant formula and adult/pediatric nutritional formula in a single-laboratory validation (SLV) study (2) . The method provides a faster separation of analytes by using a column with sub-2 μm particle size. This difference exhibited equal or better separation effi ciency compared with columns used in normal HPLC. Under optimized conditions, the previtamins of D 3 , D 2 , and isotope-labeled vitamin D 3 were baseline-separated from their corresponding vitamins.
The SLV provided information on the parameters, which included accuracy, precision, range, linearity, and robustness (2). Accuracy was achieved by bias and recovery. Results showed an average recovery of 0.251 mg/kg, which demonstrated high accuracy when compared to the certifi ed concentration provided by the NIST SRM of 0.215 ± 0.027 mg/kg. Recovery was tested over three concentrations. Ranges of the three concentrations were found to be 100 to 105% for vitamin D 2 and 105 to 108% for vitamin D 3 . Precision ranged from 3.7 to 8.2% for vitamin D 2 and 3.7 to 7.0% for vitamin D 3 . The analytical range was determined to be 0.0015 to 1.350 μg/g. Average linearity for vitamin D 2 was 0.9998 and 0.9999 for vitamin D 3 . Robustness of the method was evaluated and determined to be acceptable based on variations generally falling below 5%.
Data analysis of the SLV was presented to an AOAC ERP in September 2011. Based on these data evaluated against SMPRs developed by SPIFAN, the method was approved as an AOAC Offi cial First Action method. e CE = Collision energy.
f CXP = Collision cell exit potential.
